[Abstract] Cassava (Manihot esculenta) is a root crop that provides calories for people living in more than 100 tropical and subtropical countries and serves as a raw material for processing into starch and biofuels as well as feed for livestock (Howeler et al., 2013) .
2. Prepare an inoculum from this plate by suspending the bacteria at OD600 = 0.01 in 1 ml 10 mM MgCl2 (see Note 2).
. Using a finger on the free hand, push the leaf against the syringe while infiltrating, applying enough pressure to encourage the inoculum to enter the leaf ( Figure 1B ). Alternatively, a toothpick dipped in the Xam (pLAFR-lux) inoculum may be used to inoculate by directly puncturing the leaf through the midvein or apoplast, though results may vary more than with apoplast infiltrations. and grown in a greenhouse room with no artificial lighting, mist (schedule: 15 min on/15 min off between 6:00 am and 6:00 pm) and an average temperature of 27 °C.
2. An OD600 of 0.1 is approximately 10 8 colony forming units (CFU) per ml. , and 10 -6 (see Note 7).
6. For example, to make a 10 -2 dilution, add 10 µl of the pulverized tissue suspension to 990 µl of 10 mM MgCl2.
7. For example, to plate a 10 -6 dilution, put 10 µl of a 10 -4 dilution on a plate and spread;
to plate a 10 -7 dilution, put 100 µl of a 10 -6 dilution on a plate and spread.
8. These dilutions are guidelines as the actual dilutions will depend on the virulence of the Xam strains that you are testing. The dilutions should be determined based on what will allow you to clearly count colonies after plating.
9. To propagate plants through cuttings, cut all the leaves off of a plant that is woody along at least half of the stem (6-12 months old). Cut the stem into sections, making sure to include 3-4 nodes per section. Place each section into fertilized soil, taking care to maintain up/down orientation of the stem section and making sure that at least one node is below the soil surface, and at least one node is above the soil surface.
Provide the cutting plenty of water. New leaves should begin growing from the top node after about a week. b. Bring pH to 7.0 using 1 M NaOH.
c. Mix in agar.
